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^ii^tfzii^mmzmML. ^(dm^^^x ^^m^t^m^e 7 k d a ^ 5 - 

o 



WiE#2 004-3039773 




2003-097652 y^^^j 



^3 6 (D^^-fM^liZtR^om^o 

m^m 1 1 ] If 1 0 ne.m<Dmm-:)7mK j: ^ # f, tt^ mma%m.mo 

^ 6 7 k D a ^ ^ V . Ix^ r ^ - i: ^^gj ^ 

^h^:. :^'n^;v^^^^^^t.^j|^^6 7kDa7^^>. Hry^^^^^^ 

isi-<^:#'^tc{i. ^^ti^j^m^m-r^it^ 
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[If ^^2 2] 8*^t)2 l<D\^^-rMHZUm.(Dm^t:^t^^^-^mizX 

^UTk-t^nm. Rz>\ m^^iznm^fin^im^m'^ir^jim'^^tf, mm 
im-mm2 3] iff^:s2 2 },zm^(ommyjm\zi: y)ne^ti^mmffrim.mmo 

[mm.2 5 J it^m-b^ij'r^i^mx^^miic^2 Amm<oi\:^mo 

[^^:^2 8] ^^:^2 A-i)>h2 Q(0\t>itM^\iZ^m<7)it'^m^^t^M.m^^m. 

[m^-^2 9] if^:s2 Ai)^h2 & (D\^>irMHztm.<r>it^mi^timmm<Dm 
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[0 0 0 1] 
[0 0 0 2] 

6 7kDa7^^> . Hr:7'iS^- (;UT> r6 7LRJ t^i- :i t ^ :h o 
) It. 2 9 5MOT^^m^3-K-t^mRNA>$^f>?aiRI^tLy^:3 7kDaM 

(Biochemistry, 1995, 34: 11276-11287, T. H. Landowski?>. J. Cell. Bioch 
em, 1998, 69 : 244-251. S. Buto^)o tfz. 3 7 k D a tulE^Heff (i. V 
V-AM^S^gp 4 0 ^ Lxm:&^mzm^LX\^^^ Z tTbK ^(^izit^Mm 
nm^m^M (MGrl-Ag) tLXm^^flX\^^fzi><Dtm-X^^^t^^ 
m(b:d-l,z^fiX\^^:h (Cell. Mol. Life Sci., 2002. 59: 1577-1583. Y. Shih 

) o ^<^^^^> ' u't':^^~<7)0^<(Dmm^^X(D^m^t\^^^T~^iz^y)^ 

Mmm^mBmrnmrnt Lx<DTmm(o^mmtLx. mmmmmx^^h tM, 

^;^ttTV>^ (Anticancer Research, 1999, 19: 5535-5542, J. H. Coggin, Jr 

^) o • i^'t':f^^ttmK6 7LRiikniziommmm.^^fix\^^^^^ 

[0 0 0 3] 

6 7 L R {i# < (Dm\iz^\^^xmmmx<Dmm<o:^m^^h. t: YmBm<om'i^m 

^^1-Si|5^^mH^h LT^f,tLT*5{9 (Breast Cancer Research and Treat 
ment, 1998, 52: 137-145. S. Menard Clinical Cancer Research, 1997, 3: 
227-231, G. Fontanini^^ Clinical Cancer Research, 1996, 2: 1777-1780, 
F. Basolof>. J. Natl. Cancer Inst. 1991, 83: 29-36, V. Cioce^) . mm^B 

r}i^^xitmmm.(Dmm. mm. mm^Km^-r^^tif^^m^fixy.^^ 

mijE#2 004-3039773 



2003-097652 



^-v': 5/ 



^i>fzhti^t:dm^flX\^^:h (Breast Cancer Research and Treatment. 1998 
, 52: 137-145, S. Menard f>) o 
[0 0 0 4] 

't<7)^^'r^:^mi^(D^^mi)^^mir:h:Lt:!)m^^flX\^^^ (British Jouma 
1 of Cancer, 1999. 80: 1115-1122. K. Satoh^) o ^hKlt. ^-fee 7 L 

mmmMitrnMi- ^ i>Mmi!n.mm^(omT^mzsk^m^iS:mm'¥'X^:b veg 

F(Dm^^(Oi><Di,i&T\.X\,^^:it:fym^^fLX^^^ (Cancer Letters. 2000 
. 153: 161-168. M. Tanaka<b) o ^6 7 LRiznt ^m.i^^m\^>fzm 

mm^mmzis\.^xi>, T>^-^>xm^tmm^j:^^7b^M.tibit>iLx\^^^ dp 

n. J. Cancer Res., 1999, 90: 425-431, K. Narumi?)) o 
[0 0 0 5] 

WMmmMizi3\^^Xi,^ 6 7 LR<DmmiZ'^\,>xm.^i^^Wi^•ib^^^fLX\^^^o 

&M.W}m'er)i^K^\.^xmm-^fi:hm^m<Dm^i:>^6 7 l r t^^i-^b 7^=. 

tLTV^^ (Am. J. Pathol, 2002. 160: 307-313, D. Gebarowskaf>) o 

mm \zn-^ ^ m^^ti K^^xmrn^"^ ^^mmmc t <d m^-ij^^^ $ ttx ^ e n 

i)m^^ftx\i^:h (J. Biol. Chem., 1999. 274: 15996-16002, T. Gloef>) o 

tbiEi|#2 004-3039773 
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-^-i^: 6/ 



[0 0 0 6] 

^-iS^>'h67LR 0:53^^4w J: o Tffi#;^ tL^ ^: i: tLT v^^ (EMBO J. 

2001. 20: 5863-5875. S. Gauczynski ?>) o 
[0 0 0 7] 

6 7LR(±S7^z, Tmm,(D^'r^y >'e^-i>CD4 5RO+/CD4 5RA- 
<^^'=eV-«<^CD4+CD8-t7t{iCD4-CD8+<;5^r-fe!y h^TH 
aLTw;g,^^::ei^^f^^$:}x. 6 7 L R<7)^ig^-.o<'^^;&s^l^$^-CV^^ (J. I 
mmunol, 1999. 163: 3430-3440, S. M. Canfield?)) o 
[0 0 0 8] 

6 7LROmRNA|&atC5|1-^^^^>^o;&.;|?;&t- ^»JH^-e^)^p 
5 3^*iL^H^-e^^TNF-T;^7T-. I FN-^'>^-lc j;oT-€-<7)|&^ 
iimm^fi^:Lt^m^^KX\^^:h (Biochem. Biophys. Res. Commun.. 1998. 
251: 564-569, N. Claussef>) « fc/iU i ^ ^#ffl^*itllcp^-r^ i:^ 

[0 0 0 9] 

^^/x^^mo^^, J^t:;^*n:^7=-^>:*'P- h {nxr. TEGCGJ t 
%t^^tii$>^o ) f±^ ^<^:*T-^:^o^5 0%5rd^ie>^±M^:9-'e^Jg>o Ife 

TEGC] . TECG] . TECJ t|5;-r>i>^<h^>^^) 
[0 0 10] 

^om%i)mm^flX^tZo -?-Od*,EGCG«l 947^. a. BradfieldP>tc 
J:oT|&^$tt7t5K^-e^-g, (J. Chem. Soc. , 1947, 32: 2249, A. E. Bradfie 
Idf,) o 

[0 0 11] 

^ocG%'^)^x^(oiJ7^^ym<o&m.^mbvx\i. wmt. mm. «3 
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U7.7^u^)v±^mk sk&±^mL m.ymmmnm. sfa.m±^m\k m^^ 
mmm. m.^m. ^rv)\y^-^ im-tji^m. m^4)i'X, mm. m\^y 

2002) o 
[0 0 12] 

-i^:^t:mm't^^t^^ (Int. J. Mol. Med.. 2001. 7: 645-652, D. M. Smith 

ell. Biochem., 2001. 82: 387-398, K. T. Kavanagh^,) o ^i^Kii. EGCG 

ch. Biochem. Biophys. 2000. 376: 338-346, N. Ahmad^) o 
[0 0 13] 

^m^EGCG^m^-r^^ti,m^^fLX^.^^ (cancer Utt.. 1995. 98: 27 
-31. M. Suzukaf,. Cell Biol. Int.. 1993. 17: 559-564. M. Isemura^. Cane 
er Lett.. 2001. 173: 15-20, Y. Suzuki^) o 
[0 0 14] 

fzbx.\,t. EGCG^mt(Dmm^7^^m^flx^.^:h}^^r-2iJLw.^^mm^<D 

^<^Tm^^^i-M^m<DUmfztm^^flX^.^^ (cancer Res.. 2002. 62: 652 
-655. S. Pianettifb) o 

[0 0 15] 

* fz. mmmmt^^tj:mm^^hjsaMm^^-E. g c GmiJ^-^ymm'^^ 
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tt-CV^<5, (Cancer Res. 2002, 62: 381-385, S. Lamy?>) o 
[0 0 16] 

Wimz, j&.<omMm^-V^^ PDGF-BBlCi ;2>lfiLl=^ri-|S^JJ&-e<^ P D G 

^ttm^^fLX\^>:b (FASEB J, 2002, 16: 893-895, A. Sachinidise>) o 
[0 0 17] 

CGi)mm-r^^t^m^^fir\^^:h (Nature, 1999. 389: 381. Y. Cao^) o 
EGCG:^^T^h-^^:^ ^mm-f^ F a s SS® fc^-^f ^ mBi)^h h i)^ 

(Biochem. Biophys. Res. Commun. 2001. 285: 1102-1106, S. Hayakawa^) ^ 

EGCGt*g5:f^^i-;SH^o:j?:|E76^^l^$tLTV^^o o 
[0 0 18] 

-r ^ > it^nMm^M&^^iz i> , <0^mi^mT!}^^^U^)i^xm hi)^zi^ 
oTiTv^^o EGCG(±Jffaj!&T'0^;vr7-;^a^^Sr?p$!IL. i/^-D-O^V^ 

v-t "/ij^ - 1 1 R s - 1 <^)^n ~> > i; >'M<b^<£B-r ;s c: t xijtmmmmim 

:^m^^tlX^>:^ (J. Biol. Chem.. 2002. 277 : 34933-34940. M. E. Waltner- 
Law^) o 

[0 0 19] 

tfz. ^7-;v ^^7.},z^\,^xEGCG\m<nmumim^ 

7^-^m.^i)^h (J. Biol. Chem., 2002, 277: 30574-30580, Y. Levites^) . ^ 

<(Dnmmm^mm-t:h:iti)mn^i\^x\^^^o r\y)v^-(D^mx^^^m.& 

^T'OF c >R I o|§31Sr E G C G^-?-<^p« ^Mb^^^^lJI"^ i: ^ 

(J. Agric. Food Chem. 2002, 50 : 5729-5734. Y. Fujimura^) . ^h\Zkt^ 

# tC:fev>T I L - 1 -^^ iJ' J: o Tit tt^ C 0 X - 2 O-^^^^ 2 OI& 
E G CGi)mmir^ ^tiim^^KX\.^^ (Free Radical Biology & Medic 
in, 2002, 33: 1097-2002, S. Ahmed f>) o 
[0 0 2 0] 
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mww:m 1 ] 

Biochemistry, 1995, 34: 11276-11287 
J. Cell. Biochem, 1998, 69: 244-251 
Cell. Mol. LifeSci., 2002. 59: 1577-1583 
Anticancer Research, 1999, 19: 5535-5542 

mmff^xm 5 1 

Breast Cancer Research and Treatment, 1998, 52: 137-145 

Clinical Cancer Research, 1997, 3: 227-231 

Clinical Cancer Research, 1996, 2: 1777-1780 

J. Natl. Cancer Inst, 1991, 83: 29-36 

Breast Cancer Research and Treatment, 1998, 52: 137-145 

British Journal of Cancer, 1999, 80: 1115-1122 

m^wxmi OJ 

Cancer Letters, 2000, 153: 161-168 

l0^W:icmi 1] 

Jpn. J. Cancer Res., 1999, 90: 425-431 
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Am. J. Pathol, 2002, 160: 307-313 

3] 

J. Biol. Chem. , 1999, 274: 15996-16002 

EMBO J, 2001, 20: 5863-5875 

J. Immunol, 1999, 163: 3430-3440 

mmw:^1^i 6] 

Biochem. Biophys. Res. Commun. , 1998, 251: 564-569 

I*#l1^:^mi 7] 

J. Chem. Soc. , 1947, 32: 2249 
l^^WXmi 8] 

^(om^a, n^m.—mibm. m^mf^-^^d^-, 2002 
mmwui^ 1 9 3 

Int. J. Mol. Med., 2001. 7: 645-652 

l^WnXm2 0] 
J. Cell. Biochem., 2001, 82: 387-398 

[W^Wir:m2 1] 
Arch. Biochem. Biophys, 2000, 376: 338-346 

I##W^m2 2] 
Cancer Lett., 1995. 98: 27-31 

[^#t^^3tm2 31 
Cell Biol. Int., 1993, 17: 559-564 

Cancer Lett., 2001, 173: 15-20 

Cancer Res., 2002, 62: 652-655 

i^PWM^Xm2 6] 
Cancer Res, 2002, 62: 381-385 
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FASEB J, 2002, 16: 893-895 
Nature, 1999, 389: 381 

Biochem. Biophys. Res. Commun, 2001, 285: 1102-1106 
J. Biol. Chem., 2002, 277: 34933-34940 

mmfexms 1] 

J. Biol. Chem., 2002, 277: 30574-30580 

mmVrXmS 2] 
J. Agric. Food Chem, 2002, 50: 5729-5734 

mmW^Xm3 3] 
Free Radical Biology & Medicin, 2002, 33: 1097-2002 
[0 0 2 1] 

I 0 0 2 2 1 
[0 0 2 3] 

(1) ^mt^^te 7kDa'7^-> • \y^':f^-i:<D^^<D^^\,^^^^^ 

ttnt^mmizmf^u ^(owm^mi: y)^mt^m^6 7kDa9^^>-^ 
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^m^mmffm. nm^mi^m. tniT^;^^-^^^, mmmm^itim. Rz/yt 

(2) mm^ mummmmm. sk^m^mm^fm. Rxfxtfzit. mmm.<7) 

(3) (1) tfzit (2) izM^m.<7)^^v~-~>^-:}3mK^^nhrL;hmmo 

(4) m^^^i)^:^'u^ )i.m^7^-t^^t^mx-^:b (1) 7!)>ti, (3) ^v^-rtt;5- 

(5) ^t-^!^f)K :^T^>mr-^^ (4) l5m<^^t/o 

(6) :^-T^>m^^J^\d:ffU'^T^> :^'U-hX-^^ (5) fBm<7)^tJo 

(7) mmmmmmm. sfamm^mm^m. mmm,<7>mmmi^mmYfm. nm 

ti^ (3) (6) <^v^i^tL;6^tzfS^(7)^t?o 

(8) mmmmmmm. sssLmmmRmf^m. Rz/y^ttzit^ mmmo^^m^ 
^mimi.zxio^mRv'ytfziimmLn^mm(Dfzi6izm\^^htL:h (3) 

(6) (o\^>-rfii)^iz^m.<^mmo 

(9) ^m/6^iis-e^-?> (8) lesco^t/o 

(10) . (3) (9) OV^-rtL;&HCffim<omi^^'ffc^'^5g:^^lwJ: 

(11) (10) fBm<7)^ii:^&ic ^^nhfi^ mmshm-mjo 

(12) ^ >'^^*^i-^'fL'^i^25.U'^M®^^b'a'tJ ^:67kDa75-^^-V't 
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(1 3) )vm^7^ir:hit^m(0 6 7 kD a • Ix-ty^-J'^f 

(14) :ffu4 )^m^mi-^4t^m^^^ir^mm^mi^m7bK mmmmmumm 

(12) tfzit (13) l,ZMim(DX^V~^>^^1j^mo 

. stmm^mmm. Rz/yttzit. mmm<omm^^m.mmx-^:h (12) 

tfzit (13) t'fBmo;^^}' V^-^'iJ^Z^iSo 

(1 6) 'fb'^W*'n^;v^^:t1-^*T-^>»T'^-B (i 2) yf)^^ (1 5) o 

(17) :*7"^>^;&^aitf:^rn:^'r^> (12) ;6>t> (15) 

(18) (12) i)^^ (17) <^V>-rtL;d^tcf£f^<7)7.i> V-->'i^':^iSlcj; ^# 

(19) mmmm^mi^m. skmm^mmim. mmm(Dmmf^^mmi^m. » 

)^Y^ru^mmmm.^v^m\zi. ^^mw/^fz}.t^mu%^mM.(Dfz^Km\^^ 
"btL^ (18) \z%m.<^mmo 

(2 0) mimmmmm. Mmm^mm^m. Rxf/ttzit. mmmomw^m 
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tfzii (19) izum(Dm^o 
(2 1) (2 0) mm.<7)m^o 

(2 2) (18) ;6-<b (2 1) <D\,^-r^^^zmm.<7)m^^it^^^:^mzx 

(2 3) (2 2) lci2m(7)S3t:^-Stc J:i)nhfi^ g^p^pfe^J^o 

(2 4) 6 7 kDa^.^~> . Ix-f/iJ'-t^^'a'l-'S^fb'a-i^T'^oT. ^'n^;!/ 

(2 5) ^t^m-^^tf7-^>mx-^:h (2 4) ia^cO'ft:'^t?o 

(2 6) :^-f-^>m^^^\^:ffu:^y^:i^y :ffU-hX-^^ (2 6) famo^b-^i^ 

o 

(2 7) (2 4) 5&-e» (2 6) (T^y^^-rM-iztmoit-^m^-^t^mmi^mmmM 

o 

(2 8) (2 4) (2 6) OV>-rtL;d^Cffi^C9<b'^J^^^tfJflLl=ff^ia#^HJ 

O 

(2 9) (2 4) *>f> (2 6) <o\,^'rM^i,znm<7)i\:-^!^^^tTmmm<D^^m 

(3 0) (2 4 );&-?, (2 6) <^V^-r3h,;&>lCfamo<b'^t?^-^tft»L0^Jo 
[0 0 2 4] 

[0 0 2 5] 

[0 0 2 6] 
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[0 0 2 7] 

^l&§fT-Mv^^tL^6 7LRi4-etLg#:<&^OMS@-e^>), m^it. Gen 
Bank Accession No. NM_002295^# c DNAiB^J=l: i>t\Z 

-t:v->':riy^}^tLXPCR^ffo^t-X:\ 6 7 L RO c DN A ^flX^f'i. vl 

mm^£hmz:i^M&m:^i^(DMm^mx^^o ^ttmtcv^ < ^i,^(D c dn a 

m.ntm&M^m<D^m^^^(?roc. Natl. Acad. Sci. U.S.A.. 1988. 85: 63 
94, H. Youh. British Journal of Cancer. 1999. 80: 1115-1122. K. Satoh?> 
, Biochemistry. 1995. 34: 11276-11287. T. H. Landowski t>)o 
[0 0 2 8] 

^J:^. 6 7 LRit, Mi^l^t LXiiS 7kDaO40S V^y-2^^^M&M 
X^^i3\ Mlc^3S1-^^^ic{±6 7 kD a t^^ih>6-'^f,tLTV^^o 
ir:fev^Tii. Mt3||^-r^:^>^lCti6 7kDa^55:^^Sg-e^oT. 
^^^f 'S^*ttSr;t1-'^®eg-C*tL{^. -r^T^^I&^tC^Stt^ 6 7 L R t L 

t/i. 6 7LR{i, :^^')-=--y^<D^m:.B^x. mk.\,t, mmx^tzM 

[0 0 2 9] 

:2^^§§tci3V^-C{«^<l::^%i:6 7LRi:^|g'g-$-lJrai^l3J:>), mimm 

\y)v^-y^m. mimmmm. ikxf/tfz\t. ^xi^iyy :c)\.Y^:2-rmmm 
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[0 0 3 0] 
[0 0 3 1] 

[0 0 3 2] 

^^^ic{±. ^(r>^mit^mi)K mm.mmm\im. ^sL^^m^mmY^m. -mm. 
/^fz^t. ^uy(yy:r.)VY^u rm^mmm^m ^mt^ mmx-^ ^tm^^ 

[0 0 3 3] 
[0 0 3 4] 
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[0 0 3 5] 
[0 0 3 6] 

[0 0 3 7] 

'AK:^^m(D:A^^)~—yir'^^tLx^ m(DmmK'D\.-xmm-r^o 

[0 0 3 8] 

^^mK^\>1f^m<omi$ktL,X\.t. & 7hR\zM^^ ^hr^ifu^ )vm^:^-t 

^(Dm^^i.^^'\\:^mt6 7\.Rt<Dm^(Dm'^\^^i)K ^ru 
'^>^&^m'thit'^mt&7-LRt<Dm^(Dm^y^^^±.mh^^\.z},±^ ^<D^m 

[0 0 3 9] 
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. -ffu^ )V^^^-^:hit^m<D& 7 kD a • l^^tf^ --^(Dm^t^'f 

[0 0 4 0] 

ji^m^m-r^it^moe 7LR^(Dm^^mmu ^(Di^^ifuyi}^^^^^^;^ 

7LR^#(7)6 7 LR-v.O^-^=t|5a#tTV^<2>o fip-t>. ^'uy{ )V^^7^-f;^ 
[0 0 4 1] 

[0 0 4 2 J 
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[0 0 4 3] 

T{±. -tfBT'^L/c>^i^ V-~>^':^^tCj; 0#^tt^||J^=^^ ^b^-^^^lSlC 
[0 0 4 4] 

*it%;?*. fL'fk^J. M^^J. Wm^^MU ^S<b^J ^ ^^J^^^tf 

^^M±M^-t^^itt^x^^o ^^mK'o\^^xi>mm.f>^. m<^Km\^x. ttz 

[0 0 4 5J 

L. 'e<7),^m:^^n^ ''^*=^^t-^'fb'^tromi^5iWiJ3^:&m=&ia#LTv^;i>c:,i: 
; mic, ;«fn^ ^it^mit^& 7 LR*a;#:0 6 7 L R'N.o^^^ia^ 
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[0 0 4 6] 
[0 0 4 7] 

(1) . mm.ii ^xfrnu'^m 

^^.^tcffiv^fct A549 (ATCC Number: CCL-185) {±10%>>S/ 

fl^iSlfiLrt (FBS) (Bio Source International , Camarillo, CA) ^in ERDF ^ik 

{mM.mm T'37'C. 7Km^«&fPtfv:5%C02 ^#Tt?m>ft. *I^L/Co ERDF ^ 
% 1 L 't'l' 1.125 g O NaHCOs (^^M^. Osaka. Japan) =^Jnx./Co 

nmmm-^^m^^x.fza n h v y^mmw^ dndsq j*. 5%fbs 

^in RPMI-1640 (Nissui, Japan) 37*C. imMm^'Lfz 5%C02 ^# 
Tt?i^ft. ll^tTto RPMI-1640 100 U/mL ^^v^J > (Meiji phar 

maceutical Company, Tokyo, Japan) > 100 mg/mL 7. Y \ 4 ^ (Meiji p 
harmaceutical Company). 12.5 mM NaHCOs iWti^M). -etT 10 mM HEPES ( 

[0 0 4 8] 

(2) . m^ij^^y 

^^iJT^y epigallocatechin-3-O-gallate (EGCG). epicatechin-3-O-gall 
ate (ECG)> epigallocatechin (EGC). epicatechin (EC), catechin (C). epiga 
llocatechin-3-(3-0-methyl)-gallate (EGCG3"Me) {i5 mM<D^Jgt J: ^ 9 

yw.^'^yyT- (PBS) \'mmLfzo ^m-t^u\^ktm.±m'm.Lxm^^fzom> 

ti> ®M7jc 1 L tC^L. NaCl (Nacalai tesque. Inc.) 8.0 g. KCl (Nacalai t 
esque, Inc.) 0.2 g. Na2HP04 (Nacalai tesque. Inc.) 1.15 g> KH2PO4 (Nacal 
ai tesque. Inc.) 0.2 g ^^^HLI^Mt/Co 
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[0 0 4 9] 

Caffeine idj^t/ queixetin it Nacalai tesque. Inc. i ^MXL. m^li P 
BS lcf^#(iv?^^;i.^;u,-j.^.>K (DMSO) (Nacalai tesque. Inc.) K 5 mM 

[0 0 5 0] 

(3) . f^^*5 i 

hU/N'^^-T-;!/- m^mm) ^ l%Oitjgi:^r^J:^tc pbs trjl^L. 121t:. 
. 20^ir'- h ^ U-rmMLfZo All-trans-retinoic acid (ATRA) It Sigma (S 
t. Louis, MO) 2i^mXLJ^iS^ y -)Viz:mML-/-Zo 
[0 0 5 1] 

RNA JfttatCfflWc TOIzoI It Invitrogen (Carlsbad. CA) Xy)mXLfZo 0.1 
%i^'JL^)U\£u:^'-:^:^^\. (DEPC) TfCii Sigma (St. Louis. MO) if-hMXL 
fzo RNA ^mKm^^^fz DEPC DEPC mmm. 0.1%t^^ J: t'^^TKtc 

inAT2^r^M#L/^f^. ^-V^V-^l^xmrnLfZo Oligotex-dlSO ^iCF 
t RNase ^y\L\£^--\t Takara (Kyoto. Japan) J: , Moloney m 

urine leukemia virus (MMLV) -^fe^^^{± Amersham Pharmacia Biotech (Bu 
ckinghamshire, UK) J: ^mXX^fzo -f^ 4^-^(0^') rf^ ^ Y\,t BIOS 

YNTOESIS (Japan) K^^^\m.\^fZo Taq DNA polymerase kt Fermentas (Viln 
ius. Lithuania). Ex Taq \t Takara J: l9^AL7to Polymerase chain reactio 
n (PCR) \t GeneAmp PCR System 2400 (Parkin-Elmer, Tokyo, Japan) L 
fZo r-nxi-7.\t^)\^\'7\i=urT1fxi^7. (Sawaday Technology, Tokyo. Jap 

an) ^mmx^fz, 

[0 0 5 2] 

i5'D-^>^cO^>5.>j.-(i^ pTargeTTM Mammalian Expression Vector System 
(Promega, Madison. WI) ^fflv>fzo mmz\t QIAGEN Plasmid Midi Kit ^fz 
EndoFree Plasmid Maxi Kit (^h%\Z QIAGEN) ^fflv^T^r^ 
[0 0 5 3] 

LB ^^\t Bacto Tryptone (Becton Dickinson. Sunnyvale, CA) 10 g ^iD^ 
Bacto Yeast Extract (DIFCO LABORATORIES. Detroit. MI) 5 g> NaCl 5 g =^ 

miiE# 2004-3039773 
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M^TICT' 1 L izmmU :t~-y^U~yLfZo 60X:izi^tLXy!)^h. 150 mg/mL 
(^T>bf>";> (7':.evi;>"^>i;>>A (^t^M^) ^ 150 mg/mL 
^ t::^M7jcic^M^, •7-f ;Vi5'-^tmL7t) ^ 1000 mL ijnx./Co LB 
Bacto Tryptone 2 g. Bacto Yeast Extract 1 g. NaCl 2 g. Bacto Agar (DIFC 
0) 5 g M^. ^MtK 200 mL K^ML:^- Y ^ U-^LfZo 60VKr^tLX^- 
150 mg/mL OT^^v-i; 200 mL Jd£. 10 mL dish (Falcon) 10 mL 
■f-^^'^LfCo Isopropyl-b-D (-)-thiogalactopyranoside (IPTG) kt^imM 
J;'9»AL. 0.1 M t^^-5> tcpllLfCo 5-Bromo-4-chloro-3-indolyl-b-D-g 
alactopyranoside (X-gal) m^mm ^ 20 mg/mL fc^^^i-^lr N-N-dimethy 
1-formamide (^07^1$^) t'vtlilLfCo SOC (i. Bacto Tryptone 3 g. Bacto Yea 
st Extract 0.75 g. NaCl 0.078 g. KCl 0.027 g, H2O ^-^i)^ 148.5 mL 

fzZU Mg2+ ^ (12.324 g <D MgS04 * 7H20. 10.165 g <D MgCl2 • 6H2O 
7fct3?iif 50 mL tCLfc) 1.5 mL iOx./Co ^O^fg 100 mL 1 mL O 2 M 

[0 0 5 4] 

DNA i^-^y^-it ABI PRISM 310 Genetic Analyzer (Applied Biosystems. 
Tokyo, Japan) =lrMv^ aBI PRISM BigDyeTM Terminator Cycle Seque 

ncing Ready Reaction Kits Version 2.0 (Applied Biosystems) ^rfflv^fco Tem 
plate Suppression Reagent (TSR) \t Applied Biosystems i.^mXLfZo 
[0 0 5 5] 

SfST-^Aldfi. FuGENE™ 6 Transfection Reagent (Roche Diagnistics Gmb 
h, Mannheim, Germany) "^M^^X^T-ofZo 
[0 0 5 6] 

yu-^^ V^)-mmm<7)U\:. Y Laminln Receptor t)L#(i NEOMARKERS 
(Fremont, CA) ^^mXLfZo ^^Ifv- ^ Yu~)Vijx,^<o-^r^ IgM 

Zymed Laboratories, Inc., San Francisco, CA) ^M^^fZo Fluorescein is 
othiocyanate (FITC) m.m^'^^:^ I# ^^tm^i Southern Biotechnology A 
ssociates, Inc (Birmingham, AL) J:f)|gALfCo 9-^ 



ffitEijf 2 004-3039773 



2003-097652 



^->^: 23/ 



FACSCalibur (Becton Dickinson) ^^mLtio 
[0 0 5 7] 

(4) . RNA amfeiO^' cDNA 

*^^-Di6 1 mM ATRA T-37'C. 24mmfSmLfzm^t: PBS X-m^Lfz^^ 1 
X 107 cells izML ImL <D Trizol ^■bU^xm^ybHzmmLX^^I/ZmM^'t 
fzo ^i^<iZ5^f^W-Wk^ 0.2 mL n n ^y^l^jp LTiSc L < ^Wl^l^ L/c 
o ^?St33^p^l^gt^, 12000 X g. 4X:X15^rm^L-^LfZo M'L-^±miz 0.5 mL 

^2-fu,^y^)v^mmLxmL<mmmwu Mi^Kio^mmw^. 12000 x 

g. 4X:xi0^mM't^LfZo ^i<D±m^m^L. 1 mL 075%^^y-;v-eit^^ 

vy:^Lfzo 12000 xg. 4X:x5mm^m. ±ft<7)^^y-;v^m5fe<2>IS^)l^ 

*U ttmLfzV-d^Jl' RNA =Sr 20 mL O DEPC yKKmM^'tfZo cDNA -^^(i 
iii^TK^-tJ^dizLfZo t-r. 10 mg <0 h-^;!^ RNA iz 0.5 mg/mL <7) (dT)20 
y^^v>-:|rl mL inx. 70rt'10^^gv>yi:f^, It*, lC7X?^i-^ i ^ t^T-- 
V >i5^«r^f ofco ^iZ^ 10 mM dNTP ^ 2 mL. RNase inhibitor =^ 0. 1 mU MML 

Y-Mn^mmizma^fLfz 5 x >^-<yyr~i 4 hl ia^. depc Tfcr^^s^^^ 20 

mL ttj:^X^I,zLfZo ^<^U^m^37Vizmmm:^ cDNA ^^-^^L^ 97"CH5 

^mm^mm^^m^^fzo 

10 0 5 8] 

(5) . 67 kDa Laminin receptor (67LR) ^^^^ ^ —(OW-M 

DND39 1 mM ATRA t?37'C. 24^K^aL7tf^. RNA fflm^^fv- cDNA 

t:^mLtio Pull-length cDNA (Yow et al., Proc. Natl. Acad. Sci. USA.. 8 
5: 6394-6398 (1988)) LT^^^-^-^f^p^LTt (H-LamininR-F; 5'- 

ATGTCCGGAGCCCTTGATGTCC- 3\ H-LamininR-R; 5'- TTAAGACCAGTCAGTGGTTGCTC - 
3')o ^y^-^-it 20 mM KmmVtZo ^^Ltz cDNA 1 mL. Ex Taq 0.1 mL. 1 
0 X Taq ^"^^yr- 2 mL. 2.5 mM dNTP 1.6 mL. -^^y 4 'T-^i3<Dis<D 0.5 mL 
. dH20 14.3 mL ^MmLX. PGR ^^^fZo Wm^m5''CX5^m. ^ 

mKB94X:X30m^. >iJ^58t:T30#FBl. 72VXS0mm^^ 

. m^KlB. T--V>^:fej: Wft^/S<S-25-9-'<^';Hfofco 1.2%riTu-~ 
;^^;i/-em^^ii=SrfirV\ gfi<;0/N*> K«- Wizard SV Gel and PGR Clean-Up Sy 
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stem (Promega) ^fflv^TJftM tfco C:<^ v-'J^ >X SrfirV^ gfi<j*) <^-e^:& Cl 
t^^iMLfco T4 DNA Ligase 10 x buffer 1 mL^ pTargeT™ Vector 1 mL. T4 
DNA Ligase 1 mL *5 iZ/ PCR 2.82 mL. dH20 4.18 mL 1}UK.X4X:iiZ—mM 

nu::^- PCR •XlEmm^n\'^. ='n-->Sre^:^-e|^orLB ^mz^L. 
37V. 150 rpm T-Hfe^t 9 t/Co ^fiimmU EndoFree Plasmid Maxi 

[0 0 5 9] 

(6) . 67LR 

«^L/c 67LR (pTargeT- hLamininR) =^FuGENE™ 6 Transfect 

ion Reagent ^ffiv^T A549 mmz^XVfZo ff^^HfimTlCi^-^-S t i5 ^) 
o mm.^ 1 X 104 cells/mL (10%FBS-ERDF ^fli) ^Cii^LTi|i^^fio 24Nf 
37t:iCgi^ia^^^$-^;^c^, ^a.-riCff^ztC ERDF^flfe^^l) FuGEN 
E™ 6 (Jt'f5?-H:<7)3l^) ^m.miiWx.. m.'^^HzU-^fzo >k\Z pTargeT- hLaminin 

R ^m^m^^Hzu-^^ m^\z3m^w^^fzo ^tL^^, :^Ab4'icjn£48^M. 37 

[0 0 6 0] 

(7) . &Tmimmm&mzm3:-t^m.m.6i-mm 

67LR -itttl&^lffllgtC^LT. ^aa^g^^tt^Oji^K^inL^ 5%FBS E 
RDF :^flfet?37'C. 48^F^^8LaL^Co ^Sm. mm<50ff-S!l*3 itJ^h U^N'^y^V- 
^-fe^ J; ;g, ^:i5:^<7)?|!l3e ^fi^ o fzo 
[0 0 6 1] 

ttz. EGCG tlr^atcMLTti. WrWtm. 10 mg/mL (1%EBS #^ERDF ^m) (D 
iJL 67LR feL#^37'C. 30^^^8i3ffi t7t^. EGCG ^8ta*^TV\ 

mt:^7^fZo 

[0 0 6 2] 

(8) . e-nR^m^m.mmzmr^^m^^om^ii.imf 

^mm^5tiM t|fflJi&i:O|§'^ttS-OT'/^X^V^P.|^r>HtSPR670 (Nippon 
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User and Electronic Lab. , Nagoya. Japan) KXy)m^Ltio M^itt^, 
^>^^^Mm'Dmm^^j:m^<m^m^^^Xmm^:^mmppon user and Electr 
onic Ub.) izm^LfZo 10 mM O 4,4-Dithio dibutyric acid ; DDA (MM'lt 
^XM, Tokyo, Japan) (10 mL <Dm%:^^ J - }Vvip\z 2.38 mg 

<D DDA ^mmU y-)VX-^h\,Z 1/100 \,Z^m\^fz) ic^M^MLT ( 

Mt37Xffi^^^tt=^v.J:^ii^^LgeMj^^bJii (SA m) ^mxi^tzo 25 mg tK 
5 K ; EDC mmm) ^ 1 mL 0M7XtC. 15 mg N-hydroxysuc 
cinimide : NHS m^m,m) ^ 9 mL 1.4-Dioxane (Nacalai tesque. Inc.) K 

mmWLfzo ®M7K-e20, ^^MlC7KBE^;6-tt'^v^j:^tcf5fe^L. (MM) 
^^X:fJ-VVyi^},Z'^^>hLfZo BM^ 3 x 105 cells/mL (7n-ys>y7 
T~-r*^ PBS) izm^L^ #m±lC 20 mL ?1T L30^r^mzatc^V>T«^ 
m^<tLfZo -eom. PBS 1. 10. 25> 50 mM l,Z^^\^fzm^^T^>'i:m.X 
L, mm':^yX^>^^:^!^ (Angle) <^>^'ffc=^zl!l^i-^ 

[0 0 6 31 

tfz. EGCG ttal 67LR ^j^jg lo mg/mL (1%FBS 

^;tERDF ^Afe) 67LR ^#:Sr37t:. 30^F^^a L fcf^. 

[0 0 6 4] 
(9) . 9-^ h 

Lfc 67LR *tlLH h Laminin Receptor (LR) tjii^'^M^^fzy u -"i)-^ h h V 
-^^/flcJ: t)t^mL/Co ^l^^rllliRU 1.5 mL o^u/^^ K;i/:7f-a.-7»T~jg&^. 
100 mL O 1%FBS-PBS ^Kmm^^ 1 x 106 cells ^tfi^b 2: ^ KmmL. 
m^tLXifi-i^h LR^#=Sr^iiJ^ lOmg/mL t^j:^ X d izmiULfZo 4'CX3Q 
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^m^ >^:^-<- h Lfz^k. PBS -v-mm^Lfzo 2>xm.i$it lx mm. 

^<DT^ V ^ ^ -y^mm-t h^-^^ 7. IgM FITC Um^i^^mM 25 mL O 1%F 
BS-PBS ^X-l^mK 12.5 mg/mL i: ^r-S J: d ic^JO LfCo AX:X3Q^m>^^^ 
- Y Lfzmz PBS X-2mm^U nx^. PBS tcflfM^L:7n^«9-^ l^^^^^j; 
J:»)^*fi^o/Co ^:^r-r'f >^n>hn-;v IgM *n:#:=&|WI Cjijg (10 mg/mL) 

[0 0 6 5] 

tfz. EGCG ^sj^^ 67LR mmmm^Mizm^-tM^m^m^t^fzibiz^ 

i$-^i^m^^^miz. 50 mM fc^;5> i^tcp^t/c EGCG » 1%KBS-P 

Bs xmm^mmL. 37VK3o^mm:\^^fzo ^ti^. pbs x-mm^Lfzo 
it±m<Ditm^i^m^^n^\ so^^^ro/co jt^c. egcg ^^^t^^v^ i%fb 

S-PBS •e*>^a?:ffv^ MmMtLfZo 
[0 0 6 6] 

(10). .mtm 

Student's, t ^j^^m^^^fzo 

[0 0 6 7] 

^»ji EGCG (Dmrnm-^^xz^mmmmzRi^-^ gtlr a^T-^Aot^w 

67LR ^m.^^^- (pTargeT- hLamininR) ^FuGENETM 6 Transfection Rea 
gent ^ffiv^T mT<7):^&lc J: i)A549 «tc^ALfCo 1 x 10^ cells/ 

mL (10%FBS-ERDF ^ik) Km^LxmmLfZo 2imm^k. ^^-y-izmtziZ ER 

DF ^asr^i? fugene™ 6 (itfs^ji<7)3fg) =^ii:^^jn;^. m^7f>mm.-\ffz. ^ 

tcS^cOz^^-e pTargeT- hLamininR ^M^m^T^^zM-^. mUizSO^mW^^fz 
mil^LT. EGCG^#aigjKT-^inL> 5%FBS ERDF lgflfeT'37'C. 48^ 

^^st/io nm^. mm<omwxxfYv^'i:yy)i^-^^mzx^^:^^<D 

Wl^t:n-ofZo 

[0 0 6 8] 

M:^. 67LR«: t3^3i $ -^7t:« ^3 v> xm:Gmmm^m izmmi^mpam 
ijmsibhfitzo tfz, mmzm'X-^^tz67imm'^mi,zi:mLxmmmm<DmB\ 
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[0 0 6 9] 

mxLfzmmr- egcg <7)^^^m^^ftfz:itit. egcg <D^'^ibm±Lfzfz 

a6T'{i:S:V^;&>^#x.<c>tL^o ^^X\ :i(DmmizM-t^ EGCG 
^X-:e>ifcp,|-fe>-9-lCj; ij^jj^l^/i^ EGCG 5 mM Tffiv^fco 
[0 0 7 0] 

tr. m-<^^-^mXLfz A549 «-e{i. (OAngle 
) L-6-S^^tL:^:d^o7tOtc^L. 67LR ^^^i^iJ'-^^AL/clffljia-eti, 0.2 
5 mg #Aim-et"etc Angle 0±m^j:m±y()mib ^ fi, ^ 0.5 mg 
/w«-e{iJ; «9v^o'?-dOJi;^;6^^M.iC>e>tt/v:o 67LR l&m^^^ 

^-^AlciO EGCG <^mM'^OM'^te;6^ii::^f ^^^>6^^$tt7to 
[0 0 7 1] 

10 0 7 2] 
^ii^?!l2 67LR om^MI&iS»OM^ 

[0 0 7 3] 

t-f. mmmm<D 67LR <30^^fi<7)M^=^^rfo:^^o n>hn-;vo A549 « 
■^^^(7)1^^75^11^6 lb iO^lc^^iJ'^- (0.5 mg) ^^#AL/c»T' 
{i•€-0^^»^z^5t^^:^'^#^±^^6f>tL;&;6-o7^:o <hi;5,5&^ 67LR ^P-^i5^ 
- (0.5 mg) «r^AL7t«T*{i. ^S*:65:^i|gfriii£T:fe . iOii:;&-^>. 
mmMm\z. 67LR ;6*#|31LTV^;&Ci::is^ib;dHi35:o/s:o 
[0 0 7 4] 

^f>ti. EGCG i}^^<D 67LR ^i^LTM^LTV^«S;&-*5gSi3-r^fcie). ^ 67 
LR^^'Sr'f^M^-fr^lftc EGCG ^#ffi$>^7^^o -T^ii^ ^ > Y u - )vmm.XU 
ibtoKX\*^fz 67LR <^l&m5&^^:*-lt±. *ft<^oTV>/v:o tfz. ^(Oim.\t, ^ 
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*o7to ^(7)Zbii^ EGCG =l-^)^;6-i:i6«ti>f^ffl$-iir^i<h-e, 

67LR tc EGCG J^^^^fe^C^^ LT v^ t^l 67LR tjimmmm±<D 67LR C^-^ 

[0 0 7 5] 

-^h-tx^)^^:^-^. 67LR ^^-?^i5^-^^A1-^i<!:-r«^M<7) 67LR ^ 
m^-m±-t^:itmM^:^HZtj:i). EGCG 67LR 0*HMI&^ 

mizT^^;iii^m^fifZo ttz. 67LR =^^tT EGCG (im-v^-^-t 
^t^^^m^titzo l-^^*,, 67LR EGCG 0$^T-^;i> tLfco 
[0 0 7 6] 

[0 0 7 7] 

mmi^] 3 EGCG X xfi^mmmi^mzm^i-m7 lr ^#:<7)f^# 

^^ST-C. 67LR ^^LX EGCG :6«a-.|g^L. i^^aWJrStt^^SLT 
ict/t 67LR ^i$iX-^h^^Zibmmt:fT<:>fz±X-. EGCG O^-^ftiS J: l>'iiJi»U 
[0 0 7 8] 

fzo ^ 67lsm^^i^m^-%^ Angle (Dmt^ib^h EGCG O^g-^jil^is <t 
[0 0 7 9] 

EGCG <oi)^A^mmmmnmzm^irm^(Dmmi^mi\^fzo 67m 5^aiji§ 

a^^a-eJi^D-f:*- 0.1 mM (r>mm<0 EGCG T-^>ii^«IJf&1^;e)^^©,i6 EG 

-<7)^. ^■^mz\iBmim^hirLtj:i)^^fz, egcg (^^ig-a-o^^^ 

'S^^-r^ mmnmm^^ 67lr egcg <^M'^^^LT^T^9tL^it^f^$tL 

fZo 
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[0 0 8 0] 

3 (D^M^m 5 25.0^^111 6 iZTF-to 
[0 0 8 1] 

EGCG ^ 67LR ^^Lxmm.mz^^ir;h ^ tfz. i^'A^mmmmmmm^ 

*II^LTV^;i,i<h=J:^LT^/Co 67LR ^^Lfc^^*^' EGCG f^^^O^O 

^^^ft^^Toytio ^^x\ m<D^m.^tLx. ±^^m^^7^^>tLx egg. 
EGG. EC. c is^rm^^^TU)v^-i^ps^^%^i^^i^x-^mz^:&-t;b tm-^ 

^^^^EGCG3"Ue ^m^^^fZo :^ T^>mm.izm^ ^J:^mmm^m LX\^^:h caffei 

quercetin ^i^f^L/io 
[0 0 8 2] 

tr. 67LR mmmmm(DmmizRi3:-tmmimtLfzo ^tttxtmmiz 

- 0.5 mg <7) pTargeT- hLamininR * A549 IBIS i; JJ^* :7 ^ i> h ^^tlj; 19^ 
At. 48B#F4, 37t:T':^«m<^^iatcML-C#«<^^5fe:9'^$»:itJS 5 mM t^fc-S 
i d t^f^ffl $ -^fco ^ (7):imx\ $ ?> tC37'C-e48B#r^:^«mo|fflJ!gi!ci5 J: V^:^ 
^<^«![^^^fo7to -?-<^^*> C. EC. EGG. caffeine^ J; r;^^ quercetin Xim 

m^(7)mx(Dmm ^m^h -r . ^^mi^ x x/mmm. iz immmn^ t> tt^^ o 

o — EGCG mMiZ:fy''Uy( )l^m^^LX\^^:h EGG :feJ:r;»^ EGCG3"Me Xli^ EGCG 
[0 0 8 3] 

:t-'fe>-9-tCJ;J)M^Lfwo A549lfflJ|&tl^bT C. EC. EGG im^^^^r. i 
flit 67lAm\^mmmxi>m<\:im^hfitj::(,^^fz, tfz. caffeine:foJ:t;'^Q 
uercetin^,«^^14=^^;^1-\ ^m^mmmxi>mtimib hM^-':,fzo EC 
G *5 iO'EGCC'SMe (iv^-ftt^ EGCG iitXittj:\,>ii<D<D^ M^^^^i:^LX 

[0 0 8 4] 
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